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Measurement of AGEs-BSA formation by fluorescence spectroscopy
The reaction mixture, 10 mg/mL of bovine serum albumin (BSA; Sigma) in 50 mM phosphate buffer (pH 7.4) with 0.02% sodium azide to prevent bacterial growth, was added to 0.2 M fructose and glucose. The reaction mixture was then mixed with compounds or aminoguanidine (minimum purity 98%; Sigma). After incubating at 37 C for 14 days, the fluorescent reaction products were assayed on a spectrofluorometric detector (BIO-TEK, Synergy HT; Ex: 350 nm, Em: 450 nm).
Measurement of AGEs-BSA formation by indirect ELISA
After incubating at 37 C, the aliquots were immediately frozen until their analysis by indirect enzyme-linked immunosorbent assay (ELISA). Polystyrene plates (96-well) were coated overnight with the reaction mixture (50 L/well) in 50 mM sodium carbonate buffer (pH 9.5-9.7, 50 L/well). After coating, the wells were blocked for 1 h at 37 C with PBS containing 1% BSA. Rabbit anti-AGEs antibody (6D12; ThransGenic Inc.) was diluted at a titer of 1:3,000 in PBS, incubated for 1.5 h at 37 C, and washed. An alkaline phosphatase-conjugated antibody to rabbit IgG was then added as the secondary antibody at a titer of 1:3,000 in PBS, incubated for 1 h at 37 C, and washed again. The wells were developed with p-nitrophenyl phosphate substrate solution (pH 10.4, 100 L/well). The reaction was terminated by adding 1 M sulfuric acid (50 L/well) and the absorbance at 450 nm was read on a microplate reader (Synergy HT). AGEs assay were performed in triplicate. The concentration of each test sample giving 50% inhibition of the activities (IC 50 ) was estimated from the least-squares regression line of the logarithmic concentration plotted against the remaining activity.
AGEs-BSA cross-linking inhibition assay
The mixture of 1.0 g AGE-BSA and either test concentrations of compounds or aminoguanidine were added to each well of collagen-coated, microtitre plates, and then the plate was incubated for 4 h at 37 C. Formation of the collagen-AGE-BSA complex was 
